had undergone amplification by the same method, yielded negative results, demonstrating the proper selection of primers and the successful application of these methods (Fig. 1) . The positive detection rates from 250 stored stool samples collected 7-30 days after the onset of the illness were as follows: 16.6% in Hetian for the 1986-1987 period, 40.0% in Turfan in 1990, and 66.0% in kashi in 1992; an overall positive rate of 40.9% was obtained. In comparison with ELISA4, the RT-"nested" PCR method was more than twice as sensitive. The duration of smaple preservation is the main factor influencing positive results; the longer the duration of preservation, the more HEV lysis and the lower the positive rates. One stool sample collected 28 days after the illness onset showed positivity, the longest time lag for detecting HEV RNA in a patient stool specimen3), the longest duration of antigen persistence in a stool specimen4 and the longest viral excretion period as demonstrated by IEM5 hitherto reported in the literatura. This suggests that the present method is highly specific and sensitive and can detect even very low levels of virus within a sample. At he same time, RT-PCR was used for virus detection in sera collected 8 days after the illness onset and yielded a positive rate of 66.7% (8/12), suggesting that viremia was marked in the acute period, and providing precise evidence for the diagnosis of sporadic HE and pathogens of multi-virus mixed infection.
The results of the spot hybridization test with the DIG prove on a nitrocellulose membrane were positive in 66.6% of 15 samples. Results obtained after ten-fold dilution were positive, but those obtained after 100-fold dilution were negative. All positive samples in the first PCR were positive in the second PCR, though equivocal samples in the first PCR were negative in the second PCR. The sensitivity of spot hybridization approached approximately 100 pg (Fig. 2) .
Discussion
The PCR technique has been widely used in the deagnosis of viral and bacterial diseases in China over the past two years because of its high sensitivity and specificity. The drawbacks of this technique are the occurence of false positive reactions and vulnerability to laboratory contamination . A rapid and simple alternative with high specificity and quantitative characteristics is presently an ardenthy pursued line of research. The primers used in this study were situated between 4459-4876 bp , belonging to the posterior end of open reading frame 1 (ORF1) , and clear of the high variability 2011-2325 bp zone of HEV. The synchronization of reverse transcription with the first PCR , with a period of about 5 hours, is capable of meeting the requirements of sensitivity, rapidness and specificity, and is suitable for clinical diagnosis . First of all, successful use of the PCR technique depends on the accurate selection of primers.
Upon using the RT-PCR technique, Tsarev et al.6) studied viral excretion by detecting the HEV gene in bile, stool specimens and sera from monkeys infected with HEV. Schlauder et al.') showed that HEV RNA from the sera of 4 children suffering from HE 2-3 days after the onset of the illness were positive by RT-PCR. In this study, RT-PCR was used to detect HEV in stool specimens from patients to ascertain viral excretion; a 40.9% positive rate was obtained for HE patient stool specimens, thus providing a reference for the clinical isolation period , specifically a 30 day isolation period after diagnosis of the illness. The serum HEV RNA positive rate 8 days after the onset of the illness was 66.7% (8/12), confirming that viremia existed in most patients with acute HE and providing objective parameters for HE virological diagnosis. The main contribution of the nucleic acid hybridization technique to viral diagnosis is its rapidness, sensitivity and specificity . This technique can be used in monitoring medicinal effectiveness and viral mutation and in molecular epidemiological surveys . Nucleic acid probes are mainly of two kinds: isotopic and non-isotopic. Non-isotopic probes have gradually come into increasing use in clinical practice since the 1980's, replacing isotopic probes which have certain difficult to overcome drawbacks. Thouge photosensitive biotin labelling is simple , less expensive and easy to perform, our laboratory has experienced several labelling failures. According to the BRL data8) , it is difficult to label 239 bp segments with photosensitive biotin; even when labelling is successful , the sensitivity is unavoidably very low. Therefore, we selected the DIG probe for labelling because of its safety , convenience, rapidness, low cost and sensitivity. Routinely prepared nucleic acid can be labelled directly. At present, no reports are available on detection with oligonucleotide probes and the random synthesis of segments as probes is done in the dark to a certain extent . Hybridization with a probe labelled with a PCR product for detection of HEV RNA proved to be convenient , reliable and practical. Our study confirmed that equivocal PCR products become positive after hybridization, serving as a complement to PCR.
A comprehensive evaluation of these two methods is presented . 
